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Materials and Methods
Reagents
Chloroform.
The After the tube has cooled to room temperature, add 5 ml of NaOH (6 mol/liter).
Racover the final product, PBCA, by extracting with 25 ml of ether, shaking the mixture for 5 mm in a 125-ml separatory funnel. Filter the ether layer through a thick plug of glass wool in a funnel. Evaporate the solvent in a 60 #{176}C water bath. A small amount of propionic anhydride usually remains toward the end of the process, but can be evaporated much quicker by adding 0.5 ml of methanol to the tube to form the more volatile methyl propionate.
The final residue, which contains the PBCA, is an oily orange liquid. It can best be weighed by adding a drop of the compound to a previously weighed 10-ml volumetric flask and reweighing. The contents of the flask is diluted to 10 ml with chloroform. A 40 mg/liter solution of the internal standard in chloroform is made for use as the extracting solvent for the analytical procedure.
The PBCA prepared in the above manner, collected off the GLC, was analyzed by mass spectrometry. Figure 2 illustrates the mass spectrum of the compound. The molecular ion is found at m/e 287, the calculated molecular weight of the compound. 
Procedures
Into a 15-ml glass-stoppered centrifuge tube pipet 2.0 ml serum, 1.5 ml of the pH 10.5 borate buffer, and 0.50 ml of chloroform containing the working internal standard, PBCA. Stopper the tube and vortex-mix the contents for 3.5 mm. Centrifuge the tube for 5 mm at 2500 rpm. Aspirate and discard the aqueous layer.
Using a 10 al syringe (Hamilton, Reno, Nev. 89501), inject 4 al of the chloroform extract into the gas chromatograph. Figure 3 shows a typical chromatogram of a serum sample to which methaqualone was added. Figure 4 illustrates the freedom from interference of naturally occurring endogenous materials in serum. Figure 5 is a chromatogram of a sample containing methaqualone, from a patient.
Sometimes an emulsion forms during extraction and persists after centrifugation.
It can be broken by hitting the base of the tube against the palm of the hand and rolling the tube on its side, allowing the solid material to stick to the sides of the tube while the liquid falls to the bottom of the centrifuge tube. 
Results Precision
We assessed the precision of both the instrumental and the extraction steps. Instrumental precision was determined by injecting into the gas chromatograph 5, 10, and 20 mg/liter extracts of methaqualone, 10 times each. The CV ranged from 0.4% to 0.9%. found not to deteriorate when stored in chloroform at room temperature for a year.
Interferences
We processed 20 sera from patients known to be free of methaqualone.
Extreme conditions of serum lipemia, icterus, and hemolysis were also checked for possible interferences; no endogenous peaks existed in any instance that would interfere with either the methaqualone or the internal standard peak. Highly lipemic sera often made it difficult to recover the chloroform extract. This was alleviated by using 1.0 ml of extracting solvent rather than 0.50 ml. A serum standard should be treated similarly in such an instance. Commonly used drugs that could be present in an individual's serum were checked for possible interference. 
